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primer "anti sense" . !::GGGAT :CTTAAGGAGAGCT^;TCATTTT::t (SEQ Id. N^:. . 
I)) and b'C Pfu DNA Pc lyme- r ase from Stratt^gene (La Jolla, GA, 
VSA) . Tne react ior. v/as carried oat tor 26 cycles in tne cyrler 
f'l'll'jwina this sch^-m^:': 1' at 9^5 'Z, 1' at 6 3'": ana 2' 1 1 ^ -Z . 

ki tne end cf the reaction lii ui of a 2 : 2 4 : i phenol chi i c r o f :> rm 
and isoamyl aic'i-hol soluticn were aiided and after extract i-i^n , :)MA 
v;as precipit Hited D'/ernight: at 20'G in the presence C'f etnanil. 
After centri f at ion, DNA was resuspended in 100 \il water and 
tnen s-:ib::loned m the pMOS vector (Amersnam It<;ilia, srl, Italy) 
ac^C'rd.ing to th^E- manv. f act u re r ' s ins tru ::t ic-ns cc^ntained in the "-li.t 
'^oM'JS ijlunt (End clcninq ki'-/' . The resulting recombinant plasmii 
v/as 5inplifLed cand sequ-Enceo, thfEn oigested with BamHI wh-: :-e 
re'i^c-gni t lon sit^- (G/GATCC") was present, in both PGR primers' en-:ls . 
Tne re fore the fr Pigment was subcioried in the BamHI site C'f i he 
retroviral vect-: r P LKGO VUGTO . The retroviral vector PIIJGt.) VJ'JTO 
ha':i been previo'usly obtained fo'llcwing e^xcisicn with EcoP.I and 
^]:.tI :>f a 1441 bp fragment containing the GMV promoter 
i::ytomegalc VI rus ) and the EGFP (enhanced green f lun-rescent 
pr-jtein) gene from tne plasmid PINGO (F.Grignani e al., Ganrer 
?:es., 58, 14-19, 1:^98). After excision of the EcoRI-Ho:l 
traoment, the plasniri was closed after end blunting with P'len<jw 
fraoment and called \'ING!J VGGTC^ . Such retroviral vector is now 
c;f 1 1 4 4 8 bp in length. — 
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